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Abstract
The Y-group plays an important role in the generation of upward smooth pursuit eye movements and contributes to the adaptive
properties of the vertical vestibulo-ocular reflex. Malfunction of this circuitry may cause eye movement disorders, such as
downbeat nystagmus. To characterize the neuron populations in the Y-group, we performed immunostainings for cellular
proteins related to firing characteristics and transmitters (calretinin, GABA-related proteins and ion channels) in brainstem
sections of macaque monkeys that had received tracer injections into the oculomotor nucleus. Two histochemically different
populations of premotor neurons were identified: The calretinin-positive population represents the excitatory projection to
contralateral upgaze motoneurons, whereas the GABAergic population represents the inhibitory projection to ipsilateral
downgaze motoneurons. Both populations receive a strong supply by GABAergic nerve endings most likely originating from
floccular Purkinje cells. All premotor neurons express nonphosphorylated neurofilaments and are ensheathed by strong
perineuronal nets. In addition, they contain the voltage-gated potassium channels Kv1.1 and Kv3.1b which suggests biophysical
similarities to high-activity premotor neurons of vestibular and oculomotor systems. The premotor neurons of Y-group form a
homogenous population with histochemical characteristics compatible with fast-firing projection neurons that can also undergo
plasticity and contribute to motor learning as found for the adaptation of the vestibulo-ocular reflex in response to visual-
vestibular mismatch stimulation. The histochemical characterization of premotor neurons in the Y-group allows the identification
of the homologue cell groups in human, including their transmitter inputs and will serve as basis for correlated anatomical-
neuropathological studies of clinical cases with downbeat nystagmus.
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Introduction
The Y-group plays an important role in the generation of
smooth pursuit (upward) eye movements [1], but is also in-
volved in the adaptive properties of the vertical vestibulo-
ocular reflex (VOR) for example in response to mismatch of
visual and vestibular input by wearing optical devices, or in
VOR suppression during combined eye-head tracking [2, 3].
Recording studies in monkey revealed a rather uniform neuron
population in the Y-group that modulated in phase with eye
velocity during visual following, modulated in phase with head
velocity during VOR suppression, but did not modulate during
the VOR in darkness [4]. Accordingly, the Y-group is part of a
circuitry that uses vestibular and visual signals mediated by the
cerebellar flocculus to control eye movements. Malfunction of
this circuitry may cause eye movement disorders, such as
downbeat nystagmus seen after floccular lesions [5].
The Y-group is a well-defined nucleus in the cerebellar white
matter at the level of the cerebellomedullary junction described
in several mammalian species [6]. Cytoarchitecturally, it con-
sists of a dorsal larger-celled Y-group (Yd) corresponding to the
infracerebellar nucleus [7] and a small-celled ventral Y-group
(Yv) [8, 9]. Only the Yv receives direct input from saccular
afferents [10–12], has commissural connections to the contralat-
eral vestibular nuclei and Yv [13–16] and projects to the
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flocculus [17, 18]. The Yd receives a disynaptic excitatory input
from the ipsilateral anterior and posterior semicircular canals via
neurons in the anterior-lateral corner of the superior vestibular
nucleus (SVN) and caudal medial vestibular nucleus (MVN)
carrying head velocity-only signals [19]. Neurons in the Yd
further receive a strong inhibitory input from Purkinje cells of
the flocculus (vertical optokinetic and visual-related zones F1
and F3) and ventral paraflocculus; they are therefore termed
floccular-target neurons (FTN) [17, 20–22]. The Yd contains a
large population of premotor neurons, which includes excitatory
neurons targeting motoneurons for upgaze in the contralateral
oculomotor nucleus (nIII), as well as neurons with ipsilateral
projections to motoneurons in nIII and trochlear nucleus (nIV)
involved in downgaze, which presumably have an inhibitory
function [7, 14, 23–25]. Our previous studies indicated that the
excitatory projections of Yd to nIII are associated with the
calcium-binding protein calretinin (CR) [26, 27]. In the present
study, we aimed to delineate contralaterally and ipsilaterally
projecting neurons by their histochemical properties and by in-
vestigating the presence of different cellular proteins, which are
related to firing characteristics and transmitters (calretinin,
GABA-related proteins and ion channels).
Material and Methods
The tissue of seven rhesus monkeys (Macaca mulatta) from
previous studies stored either in a mixture of glycerol and
phosphate buffer at − 20 °C or embedded in paraffin was used
for staining in the present investigation.
All experimental procedures involving tracer injections had
conformed to the state and university regulations on
Laboratory Animal Care, including the Principles of
Laboratory Animal Care (NIH Publication 85-23, Revised
1985), and were approved by the Animal Care Officers and
Institutional Animal Care and Use Committees at Emory
University and University of Washington, where all surgical
interventions and perfusions were made for previous studies
[27–29]. The brains of all cases were fixed by transcardial
perfusion with 4% paraformaldehyde (PFA) in 0.1 M phos-
phate buffer except one case, which was fixed with 2% PFA
and 0.5% glutaraldehyde (see Table 1).
The brain sections of two rhesus monkeys (Macaca
mulatta) from a previous study, who had received a
central tracer injection with either 1% cholera toxin sub-
unit B (CTB, Sigma/Biological laboratories, TC1) into
the right oculomotor nucleus (nIII) or with 5% wheat-
germ agglutinin (WGA; EY Lab, San Mateo, CA; TC2)
into the left nIII were used (for details see [27, 28]).
Frozen free-floating sections (40 μm) of one additional
case was used for double-immunofluorescence staining
(M3), and immunoperoxidase staining for different
markers was performed in neighbouring thin sections
(5 μm) of three paraffin embedded cases (PF1, PF2,
PF3). Immunostained sections from previous two cases
(M1, M4) treated with a polyclonal sheep glutamate
decarboxylase (GAD) and rabbit GABA antiserum were
analysed for GABAergic neurons in Yd for validation.
A section from a case with a large WGA-HRP injection
into nIII (M5) served to illustrate the complete popula-
tion of premotor neurons in Yd (see Table 1).
Table 1
Case Injection Fixation Sections IF IHC
TC1 1% CTB in right nIII 4%PFA Frozen gCTB+mCR+rGAD
gCTB+rCR+mGAD
gCTB+rCR, gCTB+rGAD




PF1 4% PFA Paraffin CSPG, NPNF, rCR+mACAN,
mCR+rGAD, Kv3.1b, Kv1.1
PF2 4% PFA Paraffin rCR+mACAN, mCR+rGAD,
Kv3.1b, Kv1.1
PF3 4% PFA Paraffin rCR+mACAN, mCR+rGAD,
Kv3.1b, Kv1.1
M1 4% PFA Frozen sGAD+Nissl
M2 4% PFA Frozen rCR+Nissl,
M3 4% PFA Frozen rGAD+mCR, mCB+rCR gChAT
M4 2% PFA, 0,5% GA Vibratome rGABA
M5 2,5% WGA-HRP 4% PFA Frozen *
An overview of injection, fixation and immunohistochemistry details for each case. *WGA-HRP was visualized by tetramethylbenzidine reaction
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Visualization of the Tracer Combined with Different
Markers
In selected sections of the two tracer cases (TC1, TC2) com-
bined immunofluorescence labelling was performed for the
simultaneous detection ofWGA or CTB and different markers
as described previously [27]: Free floating sections were in-
cubated in a cocktail containing either goat antiWGA (1:250,
AB_2315611) or goat antiCTb (1:5000, AB_10013220) and
one or two of the following antibodies for 48 h at 4 °C: rabbit
(1:500, AB_90715) or mouse anti-glutamate decarboxylase
(GAD65/67) (1:500, AB_10710523) to reveal GABAergic
profiles, mouse anti-nonphosphorylated neurofilaments
(NPNF) (1:2500, AB_2715852), mouse anti-aggrecan
(ACAN) (1:25, AB_972582) to stain perineuronal nets (PN)
and rabbit or mouse anti-calretinin (CR) (1:1000,
AB_10000320; 1:2000). After washing, the sections were
treated with a mixture of Alexa 488 tagged donkey anti-goat
(1:200; AB_2534102) and Cy3-tagged donkey anti-rabbit
(1:200, AB_2307443) or Cy3-tagged donkey anti-mouse
(1:200, AB_2687868) for 2 h at room temperature. For triple
immunofluorescence, either CTB or CR was detected with
DyLight™ 405 tagged secondary antibodies (donkey anti-
goat IgG, AB_2340426 or donkey anti-rabbit IgG,
AB_2340616).
Immunofluorescence Staining for Different Markers
To validate the findings of tracer-labelled neurons, we in-
vestigated, whether CR-positive neurons coexpressing
GAD-immunoreactivity are present. For that cryosections
of case M2 were incubated in a cocktail with mouse anti-
CR (1:2000, AB_10000320) and rabbit antiGAD65/67
(1:500, AB_90715). The antigenic sites were detected by
treating sections with a mixture of Alexa 488 tagged don-
key anti-mouse (1:200; AB_2341099) and Cy3-tagged
donkey anti-rabbit (1:200, AB_2307443) as described pre-
viously [26]. Additional sections were incubated in a cock-
tail with mouse anti-GAD (1:500, AB_10710523), rabbit
anti-calbindin (CB) (1:1000, AB_10000340) and goat anti-
hyaluronan and proteoglycan link protein 1 (HPLN)
(1:100, AB_2116135) revealing PNs to study coexpression
of both markers in synaptic boutons attached to neurons in
the dentate nucleus and premotor neurons in Yd.
Immunoperoxidase Staining of Paraffin Sections
Sets of neighbouring 5 μm thick paraffin sections of 3 monkey
cases (PF1, PF2, PF3) were stained with immunoperoxidase
methods either for the detection of CR and GAD, CR and
ACAN, or potassium channels Kv1.1 or Kv3.1b, chondroitin-
sulphate proteoglycans (CSPG) or NPNF. After dewaxing and
rehydration sections were rinsed in distilled water and reacted in
0.01 M sodium citrate buffer (pH 6.0) at 1160 w in microwave
(AEG, Micromat) three times for 3 min. After cooling down to
room temperature sections were rinsed in distilled water and
transferred to Tris buffered saline (TBS; pH 7.6) for subsequent
immunostaining. Single immunoperoxidase detection of the po-
tassium channels was achieved by incubating the sections in
either rabbit anti-Kv1.1 (1:750, AB_2040144) or rabbit anti-
Kv3.1b (1:6000, AB_2040166) for 48 h at 4 °C. Neighbouring
sections were immunostained for either the combined detection
of CR and PNorCR andGAD. This was achieved by processing
sections with rabbit anti-GAD (rGAD; 1:2000, AB_90715) or
mouse anti-ACAN (1:75; AB_972582), with subsequent incu-
bation in biotinylated secondary anti-rabbit IgG (1:200;
AB_2336201) or anti-mouse IgG (1:200, AB_2313581) and
extravidin peroxidase (EAP) (1:1000; Sigma, St. Louis, MO)
visualized with diaminobenzidine-(DAB)-Ni to yield a black re-
action product. For the subsequent detection of CR, sections
were incubated in either mouse anti-CR (1:2000;
AB_10000320) or rabbit antiCR (1:2500, AB_10000321). The
antigenic sites were visualized with incubations in biotinylated
horse anti-mouse or anti-rabbit (1:200; AB_2313581 or
AB_2336201) followed by EAP and a final DAB reaction to
yield a brown reaction product. Other dewaxed sections were
treated with either mouse anti-chondroitin sulphate proteoglycan
(CSPG; 1:500, AB_2219944) or mouse anti-NPNF (1:5000,
AB_2715852), followed by an incubation in biotinylated anti-
rabbit (1:200; AB_2336201) and EAPwith subsequent DAB-Ni
reaction. In additional sections cholinergic neurons were detected
by immunostaining for choline acetyltransferase (ChAT) as de-
scribed previously [30]. To confirm the presence of GABAergic
neurons in the Y-group, sections that had been immunostained
with sheep anti-GAD [31] or mouse anti-[7]GABA [32] from
previous studies were evaluated [33, 34].
Analysis of Stained Sections
The slides were examined and analysed with a Leica micro-
scope DMRB (Bensheim, Germany). Photographs were taken
with a digital camera (PixeraPro 600ES; Klughammer, Markt
Indersdorf, Germany) mounted on the microscope. The im-
ageswere captured on a computer with PixeraViewfinder soft-
ware (Klughammer) and processed with Photoshop 7.0
(Adobe Systems, Mountain View, CA, USA). In each com-
plete image, the sharpness, contrast and brightness were ad-
justed using the ‘unsharp mask’ and ‘levels adjustment tool’
of Photoshop until the appearance of the labelling seen
through the microscope was achieved. The images were ar-
ranged and labelled with CorelDraw (version18.0; Corel
Corporation, SCR_014235).
Images from selected immunofluorescence preparations
were taken with a laser-scanning confocal microscope (Leica
SP5, Mannheim, Germany) at × 20 or × 63 magnification.
Dual and triple imaging of Alexa 488, Cy3 and Dylight was
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sequentially recorded at 488 or 543 or 405 nm excitation
wavelength, respectively. Z-series were collected every
0.5 μm (at × 63) or 1 μm (at × 20) through each section.
Image stacks were processed with Fiji/ImageJ software
(https://imagej.net/Fiji, SCR_003070). Contrast and
brightness of the final composite images were adjusted to
reflect the appearance of the labelling, seen through the
microscope by using Fiji software.
Immunoperoxidase staining of paraffin sections was im-
aged using a slide scanner (Mirax MIDI, Zeiss) equipped with
a Plan-Apochromat objective (Zeiss, × 20). The digitized im-
ages were viewed and photographed with the free software
Panoramic Viewer (3DHistech; 1.152.3) and Case Viewer
(3DHistech; v2.2). The corresponding detailed views of
equally arranged and magnified images of neighbouring sec-
tions were analysed on the computer screen. The same neu-
rons were identified by their location with the help of anatom-
ical landmarks, e.g. capillaries.
The cell size profile of the GABAergic and CR-positive
neurons within the complete Y-group neuron population was
revealed with Fiji/ImageJ software by outlining the somata in
Nissl- and immunostained sections at the focus plane of the
cell nucleus. The cell sizes were calculated as mean diameter
(dmin+dmax/2) and histograms were created with Excel
(2016; Microsoft).
Results
In Nissl-stained sections, see Fig. 1a, the two subdivisions of
the Y-group are clearly outlined by their cytoarchitecture.
The dorsal Y-group (Yd) is composed of loosely packed
mainly medium-sized multipolar neurons with mean diame-
ters between 20 and 40 μm, with less small neurons (mean
diameter between 10 and 20 μm; see Fig. 4), whereas the
ventral Y-group (Yv) consists of tightly packed smaller neu-
rons overlying the inferior cerebellar peduncle (ICP) [35]. At
planes of the cerebello-medullary junction the Yd is bor-
dered dorsally by the dentate nucleus (DEN), and lateral
by the fibres of the floccular peduncles, which contain the
scattered neurons of the basal interstitial nucleus of the cer-
ebellum (BIN) (Fig. 1a) [36].
Properties of Projection Neurons to Oculomotor
Nuclei
The population and location of premotor neurons in Yd is
illustrated in Fig. 1b resulting from a large bilateral WGA-
HRP injection covering the oculomotor (nIII) and trochlear
nuclei (nIV) (case M5). Two tracer cases with smaller injec-
tions were chosen for the present study (Fig. 2). Whereas the
WGA-injection of case TC2 showed some spread to the con-
tralateral side (Fig. 2c, light grey), the CTB-injection in case
TC1 was confined to one side involving nIV and lateral and
dorsal portions of nIII (Fig. 2a–d, dark grey). The halo of the
injection site also covered parts of the medial longitudinal
fascicle (MLF), and for both cases involvement of the caudal
interstitial nucleus of Cajal (INC) cannot be ruled out. In both
cases, tracer injections resulted in retrograde labelling of a
large population of medium-sized neurons in the Yd of both
sides with a slight contralateral predominance as described in
previous studies [24, 37]. In addition, numerous retrogradely
labelled neurons were present in the magnocellular part of the
medial vestibular nucleus (MVN) mainly contralateral and the
superior vestibular nucleus (SVN) on both sides representing
secondary vestibulo-ocular neurons (Fig. 2e–i) [6]. The label-
ling of internuclear neurons only in the contralateral abducens
nucleus (nVI) confirmed the strict unilateral injection of case
TC1 (Fig. 2e).
Double-immunofluorescence staining showed that all
tracer-labelled neurons in Yd are ensheathed by prominent
aggrecan (ACAN)–based perineuronal nets (PN) (Fig. 1c,
red). In parallel sections immunoreactivity for non-
phosphorylated neurofilaments (NPNF) was found in most
tracer-labelled neurons (Fig. 1d, e, large arrows), but some
retrogradely neurons lacked NPNF (Fig. 1d, e small arrows).
In line with these observations, the analysis of neighbouring
5 μm sections containing Yd revealed that all NPNF-positive
neurons are ensheathed by PN, here visualized by detection of
chondroitin-sulphate proteoglycans (CSPG) (Fig. 1f, g;
arrows). Strongly stained PN were also present around small
neurons within the Yv, which expressed only weak NPNF-
immunoreactivity, if at all (Fig. 1f,g; thin arrow in Yv).
The careful analysis of tracer-labelled neurons in both
cases revealed that approximately 90% (91% in TC1; 87%
in TC2) in the contralateral Yd contain the calcium-binding
protein calretinin (CR) (Fig. 2f, h green dots; Fig. 3a, b, d thin
arrows) and only few lack CR (Fig. 2f, h, open green dots; Fig.
3a, b, d solid arrow). None was found on the ipsilateral side.
Tracer-labelled neurons on the ipsilateral side expressed
GAD-immunoreactivity within their somata, but no CR (Fig.
2g, i, red dots; Fig. 3e–h, arrows). Open circles on the ipsilat-
eral side in Fig. 2g, i indicate neurons whose somata could not
clearly be judged. Triple-immunofluorescence staining re-
vealed that tracer-labelled CR-positive neurons in the contra-
lateral Yd did not express somatic GAD-immunofluorescence
(Fig. 3i–l), as tracer-labelled GAD-positive neurons in the
ipsilateral Yd did not express CR (Fig. 3m–p). Few tracer-
labelled neurons were found, that neither contained CR nor
GAD (Fig. 3q–t, arrow). Strongly GAD-positive puncta were
distributed in the neuropil throughout the complete Yd, with
numerous of them attached to the somata and proximal den-
drites of the tracer-labelled neurons (Fig. 3i–p, arrows). The
morphometric analysis revealed that CR- and GAD-positive
neurons formed similar large populations (CR: 41%; GAD
49%) covering almost the whole spectrum of cell sizes in
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Yd except small cell bodies with less than 16 μm mean
diameter (Fig. 4a, b). The analysis of tracer-labelled CR- and
GAD-positive neurons revealed a more focussed population
of medium-sized neurons with mean diameters between 20
and 32 μm (Fig. 4c).
Since the GAD-immunoreactivity was only weakly
expressed in cell bodies (Fig. 3o), we confirmed the pres-
ence of GABAergic neurons in the Yd by analyses of
sections from previous immunoperoxidase staining with
different antibodies directed against either GAD [31] or
GABA [32]. Both antibodies revealed a consistent mod-
erate GAD- or GABA-immunoreactivity in some small
(less than 20 μm) and numerous medium-sized neurons
in Yd (Fig. 5a, b), which were contacted by numerous
immunopositive puncta most likely representing synaptic
terminals (Fig. 5a, b arrows).
To validate the observation that neurons do not coexpress
GAD and CR from triple-immunofluorescence, where
Fig. 1 a Transverse section through the brainstem of monkey to
demonstrate the location of the Y-group with its ventral (Yv) and dorsal
(Yd) subdivisions. b Overview of transverse section showing retrograde-
ly labelled neurons only in the Yd after WGA-HRP injection into the
oculomotor nucleus. c Double immunofluorescence staining for WGA
(green) and aggrecan (ACAN)-based perineuronal nets (red) demon-
strates that all tracer-labelled cells are ensheathed by perineuronal nets
(white arrows). d, e Similarly, except few (small arrows) tracer-labelled
neurons (d) express immunoreactivity for nonphosphorylated
neurofilaments (NPNF) (e, long arrows). f, g Neighbouring 5 μm thin
frontal sections of the Y-group immunostained for chondroitin-sulphate
proteoglycans (CSPG) (f) or NP-NF (g) demonstrates that both markers
are coexpressed in medium-sized neurons in the dorsal Y-group (Yd) (f,g,
large arrows). Smaller neurons in the ventral Y-group (Yv) are
ensheathed by perineuronal nets as well , but express only weak NPNF-
immunoreactivity (f, g, thin arrow). The asterisks label the same blood
vessels in both sections as a landmark. BIN, basal interstitial nucleus of
the cerebellum; CTB, cholera toxin subunit B; DCN, dorsal cochlear
nucleus; DEN, dentate nucleus; LVN, lateral vestibular nucleus; WGA,
wheat germ agglutinin; Yd, Y-group dorsal part, Yv, Y-group ventral
part; ICP, inferior cerebellar peduncle. Scale bar = 500 μm in a,
200 μm in b, 50 μm in e (applies to c–e), 100 μm in g (applies to f–g)
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compromises were made in choice of primary antibodies in
combination with the secondary antibodies (with blue giving
the poorest signal), dual immunofluorescence was performed
using rabbit GAD and mouse CR antibodies only. These were
detected with green and red fluorescing secondary antibodies
(Fig. 5d–l). Both, CR- and GAD-positive neurons are
intermingled in Yd (Fig. 5d–f; thin and solid arrows, respec-
tively) and both populations receive a similar dense supply by
GAD-positive boutons (Fig. 5h–l). Few neurons did not ex-
press any of the markers (Fig. 5k, l, asterisk) and may repre-
sent a different neuron population. One further small popula-
tion of cholinergic neurons was found with ChAT-
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immunostaining (Fig. 5c). These small ChAT-positive neu-
rons had mean diameters of 15 μm, clearly different from
the larger-sized premotor neurons (see Fig. 4). In addition,
numerous ChAT-positive varicosities were found in close
contact to medium-sized neurons in Yd (Fig. 5c, asterisk,
arrows). A comparative triple-immunofluorescence staining
revealed a strong coexpression of calbindin (CB) in GAD-
positive boutons around neurons in the dentate nucleus (Fig.
5r–u, arrows), which was less pronounced in GAD-positive
terminals attached to putative premotor neurons in Yd identi-
fied by PNs (revealed with HPLN antibodies) (Fig. 5m–q,
arrows).
Expression of Potassium Channels
In order to investigate the different neuronal populations in Yd
for the expression of the potassium channels Kv1.1 and
Kv3.1b, neighbouring thin 5 μm sections stained for either
CR and ACAN, GAD and CR or Kv1.1 or Kv3.1b were
analysed. Virtually, all CR-positive and GAD-positive neu-
rons ensheathed by ACAN-based PNs expressed moderate
to strong Kv1.1 immunoreactivity appearing as granular stain-
ing within the cytoplasm of the soma and proximal dendrites
(Fig. 6a, b, c, arrows, e). Several neurons were visible in all
neighbouring sections and allowed the additional analysis for
Kv3.1b expression, which was present in all CR- and GAD-
positive neurons with PNs (Fig. 6a, c, d, arrows). Unlike
Kv1.1, the Kv3.1b immunoreactivity appeared as faint stain-
ing of the somata but was concentrated in the cell membrane
as seen before (Fig. 6e, f) [38]. No obvious differences in the
staining intensity for Kv1.1 or Kv3.1b was observed between
CR-positive and GAD-positive neurons ensheathed by PN
(compare Fig. 6 a with b and d). Similarly, neighbouring sec-
tions of putative secondary vestibulo-ocular neurons in the
magnocellular portion of the medial vestibular nucleus
(MVN) identified by PN and NPNF-expression were analysed
[29]. As for Yd, all putative secondary vestibulo-ocular neu-
rons showed immunostaining for Kv1.1 and Kv3.1b (Fig. 6g–
i, arrows). The reliability of Kv immunostaining was validated
in the cerebellum. GABAergic Purkinje cells show moderate
Kv1.1-staining of the cell bodies, but strong staining of the
pinceau, a meshwork of GABAergic terminals of basket cells
associated with the axonal initial segment of Purkinje cells
[39] (Fig. 6k, arrow). Only very weak Kv3.1b staining was
present in the Purkinje cell, but strong immunoreactivity was
expressed in the granular and molecular layers as reported
before (Fig. 6l) [40]. In addition, strong Kv1.1 staining was
observed in small cells, which were also distributed in the
fibre tracts passing to the cerebellum, most likely representing
glial cells (Fig. 6b, arrowhead).
Discussion
The present study provides a histochemical characterization of
neurons within the Yd that project to motoneurons of vertical-
ly pulling extraocular muscles with following main findings:
The Yd contains two sets of projection neurons, excitatory
CR-positive neurons projecting contralaterally, and an inhib-
itory GABAergic, but CR-negative population projecting ip-
silaterally. Otherwise both populations show similar charac-
teristics, including a strong GABAergic input, expression of
nonphosphorylated neurofilaments (NPNF), wrapping with
perineuronal nets, and a strong immunoreactivity for the
voltage-gated potassium channels Kv1.1 and Kv3.1b.
Similar histochemical profiles were found for secondary
vestibulo-ocular neurons.
Identified Cell Populations in Yd
CR- and GAD-Positive Premotor Neurons
A strong projection from the Yd to the oculomotor nucle-
us (nIII) is known from tract-tracing experiments in dif-
ferent species [7, 14, 23–25]. In deviation to previous
findings, the present study revealed a CR-positive projec-
tion exclusively to the contralateral side [27]. The small
fraction of tracer-labelled CR-positive neurons also in the
ipsilateral Yd side in the previous study is attributed to
tracer spread across the midline at the injection site,
which did not occur in cases of the present work. A new
finding was the demonstrat ion of an ipsi lateral
GABAergic projection to the motonuclei. The lack of
CR and GAD coexpression in the cell bodies of Yd goes
along with the lack of coexpression of both proteins in
synaptic terminals targeting upgaze motoneurons [26].
Accordingly, CR- and GAD-positive neurons form two
Fig. 2 Demonstration of the tracer injection sites for two cases drawn in
one series of sections through the oculomotor nucleus (nIII) region, on the
left side for WGA (TC2, light grey), on the right side for CTB (TC1, dark
grey) (a–d). A series of frontal sections through the medulla demonstrates
the analysis of the retrogradely labelled neurons in the Y-group (Y) of the
case with the unilateral CTB-injection into the right nIII. The green closed
circles indicate calretinin (CR)-positive tracer–labelled neurons, the open
circles CR-negative ones in Y. The red closed circles represent glutamate
decarboxylase (GAD)—positive neurons, the open circles could not be
judged (f–i). The black dots in all sections of e-i indicate tracer-labelled
neurons not analysed for CR or GAD-immunoreactivity. CN, cochlear
nucleus; DEN, dentate nucleus; DVN, descending vestibular nucleus;
EWpg, preganglionic Edinger-Westphal nucleus; ICP, inferior cerebellar
peduncle; INC, interstitial nucleus of Cajal; LVN, lateral vestibular nu-
cleus; MVN, medial vestibular nucleus; MLF, medial longitudinal fasci-
cle; nIV, trochlear nucleus; nVI, abducens nucleus; nVp, principal tri-
geminal nucleus; PC, posterior commissure; RN, red nucleus; SVN, su-
perior vestibular nucleus; SCP, superior cerebellar peduncle; TS, nucleus
of the solitary tract; V, trigeminal nerve; VII, facial nerve; VIII, vestibular
nerve; Scale bar = 1 mm in a (applies to a–d), 1 mm in e (applies to e–i)
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independent populations in Yd, and the following as-
sumption can be made: CR-positive neurons in Yd repre-
sent excitatory premotor neurons that may use glutamate
as transmitter [8] and project through the crossing ventral
tegmental tract (CVTT) to target the twitch and non-
twitch motoneurons of the inferior oblique (IO) and supe-
rior rectus muscles (SR) in the contralateral nIII [14, 27,
41] and S-group [42]. This is consistent with stimulation
experiments of the Y-group resulting in slow upward
movements of both eyes [1] and with EPSPs in SR and
IO motoneurons in contralateral nIII [43]. Similarly, re-
cording in Yd showed an increase in firing rates during
upward eye movements, with the neurons discharging in
relation to upward head and eye velocity [1].
Accordingly, the GAD-positive tracer–labelled neurons
must be considered as GABAergic premotor neurons, whose
Fig. 3 a–h Overview confocal images of double-immunofluorescence
staining for cholera toxin subunit B (CTB) combined with the detection
of calretinin (CR) and glutamate decarboxylase (GAD) in frontal sections
through the dorsal Y-group of a monkey (TC1) who had received a
unilateral tracer injection into the right oculomotor nucleus. a–d shows
the staining for the contralateral side, e–h for the ipsilateral side. Note that
almost all retrogradely labelled neurons (a, green) contain CR (b, blue),
but not somatal GAD immunostaining (c, red). The arrows indicate ex-
amples of CR-positive and GAD-negative tracer-labelled neurons
appearing cyan in the overlay (d) (a–c, small arrows). A small number
of tracer-labelled neurons were found that did neither express CR nor
GAD (solid arrow in a–d). On the contrary, none of tracer-labelled
neurons in the ipsilateral Yd express CR (e, f, h arrows) but show somatal
GAD-immunostaining (g, arrows). Detailed view of a CR-positive tracer-
labelled neuron (from a) in the contralateral Yd, which does not express
GAD in the cell body, but numerous GAD-boutons outlining the cell
body (i–l, arrows). Detailed view of a CR-negative tracer-labelled neuron
(from e) in the ipsilateral Yd with moderate GAD-immunoreactivity of
the cell body also outlined by GAD-positive boutons (m–p, arrows).
Detail of a tracer-labelled neuron in the contralateral Yd (from a) that
does neither express CR nor GADwithin the cell body (arrow, q–t). Scale
bar = 100 μm in h (applies to a–h), 50μm in p (applies to i–p), 50μm in t
(applies to q–t)
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axons travel in the brachium conjunctivum (BC) to inhibit the
motoneurons of the inferior rectus (IR) and superior oblique
muscle (SO) motoneurons on the ipsilateral side during
upgaze. The presence of GABA- or GAD-positive neurons
in Yd was demonstrated before but was not correlated with
premotor neurons [8, 44, 45]. Thereby the present study pro-
vides the anatomical basis for the findings of recording and
stimulation experiments in Yd [1] and demonstrates a similar
organization of crossing excitatory projections and ipsilateral
inhibitory projections to respective motoneuronal groups as
for the vestibulo-ocular projections of the anterior semicircu-
lar canals [8].
Nonpremotor Neurons in Yd
Smaller tracer-negative GAD–positive neurons in Yd may
include projection neurons to the rostral dorsal cap and ven-
trolateral outgrowth of the contralateral inferior olive shown in
rabbit with combined tracer labelling and EM analysis [46].
This projection does not arise from oculomotor projecting
neurons as shown by double tracer injections in rat and rabbit,
but both populations are intermingled within Yd [47] (Fig. 7).
Our finding of few primarily small ChAT-positive neurons
in the Yd is consistent with other reports [48]. These cholin-
ergic neurons differ clearly in size and morphology from those
in the adjacent BIN, which coexpress GABAergic markers
and send projections to the flocculus [36, 48]. It is not clear,
whether ChAT-positive neurons within the Yd represent local
interneurons giving rise to the abundant network of ChAT-
positive nerve fibres and varicosities found in the Yd neuropil
(see Fig. 5c), or whether they are projection neurons.
GABAergic Input to Y-Group Neurons
Anterograde tract tracing, stimulation and recording stud-
ies in monkey and cat had shown a strong projection
from floccular Purkinje cells to Yd [21, 22, 49]. The
covering of all tracer-labelled neurons in Yd with
GAD-positive terminals, which show strong coexpression
of calbindin (Fig. 5m–q, insert) expressed by Purkinje
cells [50], is consistent with the expected strong
GABAergic input from floccular Purkinje cells. This
confirms that all premotor neurons in Yd are ‘floccular
target neurons’ (FTN) consistent with electrophysiologi-
cal studies in cat, which demonstrated that all identified
FTNs in Yd could be antidromically activated from stim-
ulation of the contralateral nIII [49]. But unlike FTNs in
the SVN, which represent secondary vestibulo-
oculomotor neurons, FTNs of the Yd are not directly
targeted by primary vestibular afferents. They rather re-
ceive an indirect input via interneurons in the SVN and
MVN that are activated from afferents of the anterior and
posterior semicircular canals (see Fig.7) [19]. Lesions of
Fig. 4 Cell size histogram of the calretinin (CR)- (a) and GAD-positive
neurons (b) within the total neuron population in the dorsal Y-group (Yd)
revealed from Nissl-stained sections. There is no clear indication for a
bimodal population, but cell sizes range from small mean diameters of
10 μm to large cells with mean diameters of more than 40 μm. CR- and
GAD-positive neurons cover almost the complete spectrum except neu-
rons smaller than 16 μm. The lower panel shows the cell sizes of tracer-
labelled CR- and GAD-positive neurons in Yd, which involve similar
populations of medium-sized neurons.
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the cerebellar loop through the flocculus may cause
spontaneous upward drifts and compensating fast down-
ward phases seen in downbeat nystagmus [3, 5]. Since
90% of floccular Purkinje cells have downward on
directions, but almost none upward [21], the removal or
malfunction of floccular Purkinje cells may induce an
increased activity of FTNs in the Yd and SVN, which
results in upward drifts of the eyes [5].
Fig. 5 Detailed view of the dorsal Y-group (Yd) with medium-sized
glutamate decarboxylase (GAD)-positive neurons (a, arrows) detected
with a sheep antibody in thick sections. Detailed view of a medium-
sized GABA-positive neuron in Yd that is contacted by GABA-positive
punctate profiles (b, arrows). The section is counterstained with cresyl
violet. Detailed view of a small ChAT-positive neuron in the Yd (c). Note
the numerous stained axons with varicosities (arrows), some of them in
close contact with ChAT-negative medium-sized neurons (asterisk). d–l
Double immunostaining with rabbit CR and mouse GAD antibodies
in the Yd of case M3. d–f CR-positive (solid arrows) and GAD-
positive (open arrows) represent independent neuron populations without
coexpression of both antigens. g–h Confocal images of detailed views
reveal that CR-positive (g; solid arrow) as well as GAD-positive neurons
(h; thin arrow) are associated with numerous GAD-positive boutons (h, i;
small arrows). Note that all GAD-positive boutons do not coexpress CR
(g–i, double arrows). k, l Some small neurons within Yd outlined by
GAD-positive puncta (arrows) lack CR and GAD in their somata (k, l;
asterisk). m-q Confocal images of putative premotor neurons in Yd
ensheathed by perineuronal nets stained with antibodies against
hyaluronan and proteoglycan link protein 1 (HPLN) in Yd (m) combined
with calbindin (CB) (n) and GAD (o). r-u In comparison, a neuron of the
dentate nucleus is shown with similar staining. Note that neurons in both
nuclei (asteriks) receive a strong supply by GAD-positive boutons many
coexpressing CB, appearing in yellow in the overlays (o, u, arrows) as
seen in bottom left box (q) detail picture of membrane. These boutons
most probably originate from CB-positive Purkinje cells. The
coexpression is stronger in the dentate nucleus. Scale bar = 50 μm in c
(applies to a–c); 50 μm in f (applies to d–f), 50 μm in l (applies to g–l);
50 μm in u (applies to m–u), 5 μm in insert of q
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Fig. 6 a–d Detailed views of four neighbouring paraffin sections (5 μm)
through the Y-group (Yd) stained with immunoperoxidase methods for
the simultaneous detection of calretinin (CR) in brown and glutamate
decarboxylase (GAD) in black (a) or CR (brown) and aggrecan
(ACAN, black) (c), or for the potassium channels Kv1.1 (b) or Kv3.1b
(d) of case PF3. All CR- (a, c, thin arrows) and GAD-positive (a, solid
arrows) neurons are ensheathed by ACAN-based perineuronal nets (c,
black, thin and solid arrows), and they expressed moderate to strong
Kv1.1- (b, arrows) and Kv3.1b-immunoreactivity (d, arrows). In a–d thin
arrows indicate CR-positive neurons, short solid arrows putative
GABAergic neurons. e Detail of a Kv1.1- positive neurons within Yd
showing the more granular staining of the soma and proximal dendrites. f
Detail of a Kv3.1b-positive neurons demonstrating the faint soma label-
ling but strong labelling of the outer cell membrane. g–iDetailed views of
neighbouring paraffin sections of the magnocellular medial vestibular
nucleus with putative secondary vestibulo-ocular neurons identified by
their expression of nonphosphorylated neurofilament (NPNF) and
perineuronal nets (ACAN) in black (h) (case PF2). Note that all
putative vestibulo-ocular neurons express Kv1.1 and Kv3.1b (g-i-
, arrows) as the premotor neurons in Yd (b-d, arrows). k Detailed view
of the cerebellar cortex stained for Kv1.1 and Kv3.1b. Note the strong
Kv1.1. expression in the pinceau (arrow) at Kv1.1-positive Purkinje cells
(asterisk). l Detail of cerebellar cortex stained for Kv3.1b. Weak Kv3.1b-
immunoreactivity is present in Purkinje cells (asterisk), but strong label-
ling is found in the molecular (mol) and granular layer (gr). Scale bar =
100 μm in d applies to a–d; 50 μm in l (applies to e, f, k, l); 100 μm in g
(applies to g–i)
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Significance of Histochemical Properties of Yd
Neurons
Neurofilaments
As secondary vestibulo-oculomotor neurons in the MVN and
SVN the premotor neurons in Yd contain nonphosphorylated
neurofilaments (NPNF) [27, 57, 29], which shape the somatic
and dendritic cytoskeleton [51]. It is present in specific neu-
ronal populations including highly active neurons of the eye
movement system, e.g. omnipause neurons, saccadic burst
neurons and eye muscle motoneurons [38, 52]. Due to the lack
of NPNF in local interneurons, it was assumed that NPNF
may contribute to long-distance projections [53]. More recent
findings suggest a correlation with the amount of axonal
myelination [54] rather than axonal length only.
Fig. 7 Summary diagram demonstrating the major connections of the Y-
group: The dorsal Y-group (Yd) contains excitatory calretinin-positive
neurons that target upgaze motoneurons in the contralateral oculomotor
nucleus and GABAergic inhibitory neurons that project to downgaze
motoneurons ipsilateral that may sent off projections to the paramedian
tract neurons (PMT) - only drawn for the excitatory path. Both popula-
tions receive a strong GABAergic input from the flocculus. Via ‘Y-
projecting interneurons’ (YPN) in the superior vestibular nucleus, the
premotor neurons receive an input from the vertical semicircular canals.
Floccular-projecting neurons (FPN) form another separate population that
gives off collaterals to the Y-group or YPNs. In the vestibular nuclei
floccular-target neurons (FTN) and position-vestibular-pause neurons
(PVP) transmit head velocity signals to the motonuclei via the
vestibulo-ocular reflex. Visual input is relayed to the flocculus by
climbing fibres from the inferior olive and mossy fibres from the
prepositus nucleus and nucleus reticularis tegmenti pontis. CVTT, cross-
ing ventral tegmental tract, Ev eye velocity; Hv, head velocity; IR, infe-
rior rectus muscle; IO, inferior oblique muscle; SO, superior oblique
muscle; SR, superior rectus muscle
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Perineuronal Nets
As other functional neurons of the oculomotor system excit-
atory CR- and inhibitory GAD–positive neurons in Yd are
wrapped by well-developed PNs also previously found in hu-
man [30, 55, 56]. PNs are lattice-like aggregates of extracel-
lular matrix molecules with holes at synaptic contact sites
[57], which ensheath distinct highly active neurons, which
often contain the calcium-binding protein parvalbumin and
the voltage-gated potassium channel Kv3.1b. One assumed
function of PNs is a role as cation buffer [55, 58]. The expres-
sion of well-developed PNs with concomitant Kv3.1b expres-
sion in FTNs is in accordance with high spontaneous firing
rates of 80–110 spikes/s recorded in squirrel monkey that are
upregulated during upgaze [59]. As additional and intriguing
hypothesis, PN may contribute to motor learning/adaptation
of the VOR (by gain changes after wearing minimizing or
magnifying googles), which is compatible with the adaptive
properties of FTNs in Yd [4, 60, 61]. There is accumulating
evidence that the formation of PNs does not only restrict plas-
ticity at the end of the critical periods during postnatal devel-
opment [62–64], but may also participate in the control of
regained plasticity of neurons involved in adaptive processes
like vestibular compensation [65]. After unilateral
labyrinthectomy in adult mice, the frequency of PNs and
staining intensity was strongly diminished in the lateral ves-
tibular nuclei (mostly involved in posture), in parallel with an
increase of excitatory and inhibitory synapses in the lateral
vestibular nuclei of both sides. After recovery from vestibular
deficits, PNs were completely restored, and in mice with ge-
netically defective PN, vestibular compensation was acceler-
ated [65]. The chemorepulsive protein Sema3A found as an
integral component in a subset of PNs including those around
neurons in the vestibular nuclei neurons may contribute to the
PN mediated plasticity [66].
Voltage-Gated Potassium Channels Kv3.1b and Kv1.1
Alongside their role in regulating plasticity, PNs are thought
to facilitate firing characteristics of fast-firing neurons via reg-
ulating expression of voltage-gated potassium channels and
their localization to cell membrane [67]. Accordingly, Kv1.1
and Kv3.1b subunits form complexes with PN proteins [67].
Whereas low voltage-activated Kv1 channels regulate the rest-
ing membrane potential, threshold potential and neuronal ex-
citability [68], high voltage activated Kv3 channels open dur-
ing action potentials, actively shortening the spike duration
and enabling maintained and high firing rates [69].
Together, Kv1 and Kv3 channels cooperate with Nav chan-
nels for action potential generation in highly active fast spik-
ing neurons such as in auditory, vestibular and oculomotor
systems in brainstem [38, 70]. Kv1.1 and Kv3.1b channels
were similarly expressed in both, excitatory and inhibitory
premotor FTNs in Yd as in secondary vestibulo-ocular neu-
rons in the MVN. This observation suggests similar and fast
firing properties for GAD-positive and CR-positive subpopu-
lations and is in line with uniform firing patterns of Yd neu-
rons [4]. Located between floccular Purkinje cells and oculo-
motor nucleus, FTNs in Yd exhibit histochemical and bio-
physical similarities to vestibulo-ocular neurons in vestibular
nuclei—rather than to Purkinje cells (Fig. 6k, l) [38, 70].
Proposed Circuitry
In the absence of a desired gaze shift (and Yd modulation of
gaze), the eye and head movements are driven by the
vestibulo-ocular reflex (VOR). A simplified model for the
brainstem control of eye movements includes the direct 3-
neuron VOR pathway from the vestibular afferents running
in the 8th nerve, the secondary vestibular neurons in the ves-
tibular nuclei and the motoneurons of extraocular muscles in
the motonuclei (Fig. 7) [71]. Parallel indirect pathways loop
through the flocculus, which include floccular-projecting neu-
rons (FPN) in the vestibular nuclei and the ventral Y-group,
both receiving direct primary afferents from vertical semicir-
cular canals and sacculus, respectively, and projections back
from the flocculus to ‘floccular target neurons’ (FTN) in the
SVN and Yd. FTNs in Yd receive disynaptic excitatory sig-
nals (head velocity) from the ipsilateral vertical semicircular
canals via interneurons in the anterior-lateral corner of the
SVN (and MVN) [19], which are transmitted via crossing
direct excitatory CR-positive and ipsilateral GABAergic pro-
jections to upgaze and downgaze motoneurons, respectively.
Head-velocity signals from anterior and posterior semicircular
canals reach the FTN in Yd via interneurons in the SVN (and
MVN) [19]. Eye-velocity signals to Yd neurons are transmit-
ted through the flocculus, which receives visual input via
climbing fibres from the inferior olive (input from the nucleus
of the optic tract) and mossy fibres (from the nucleus
prepositus hypoglossi) [21, 72]. Thereby, the FTNs in the
Yd transmit eye and head velocity signals to the extraocular
muscles inducing upward ocular following movements.
Accordingly, during pursuit Purkinje cells (mainly of the
paraflocculus) provide the eye movement signal to premotor
neurons, and during VOR cancellation (from flocculus) the
head velocity signal via the FTNs in Yd necessary to cancel
the VOR drive to motoneurons. Lesions of these circuits can
result in nystagmus [3, 5].
Conclusion
Two histochemically different populations of premotor neu-
rons projecting to the nIII were identified in Yd: The CR-
positive population represents the excitatory projection to con-
tralateral upgaze motoneurons, whereas the GAD-positive
Cerebellum
population represents the inhibitory projection to ipsilateral
downgaze motoneurons. Both populations receive a strong
GABAergic input from floccular Purkinje cells indicating that
all premotor neurons in Yd represent FTNs. Aside from their
differing content of CR and transmitters, both premotor cell
groups form a homogenous population with similar histo-
chemical characteristics compatible with fast-firing properties,
e.g. PNs and Kv channels, which were also found for second-
ary vestibulo-ocular neurons. The presence of well-developed
PNs may also contribute to the mechanism of their adaptive
capacity. The histochemical signature of premotor neurons in
Yd allows the identification of the homologue cell groups in
human including their inputs and will serve as basis for cor-
related anatomical-neuropathological studies of clinical cases
with downbeat nystagmus, which is often associated with le-
sions of the vestibulocerebellum [3, 73]. Accordingly, the CR-
positive neurons ensheathed by PN in the human Y-group
most likely represent the excitatory premotor neurons
targeting upgaze motoneurons in nIII [56, 74], but the pattern
of GABAergic neurons and terminals as well as the ion chan-
nel expression pattern has to be studied in the future.
Acknowledgments The authors thank Prof. Jens Waschke for his contin-
uous support. The excellent technical assistance of Christine Unger and
Ahmed Messoudi is acknowledged.
Funding Open Access funding enabled and organized by Projekt DEAL.
Th i s s t udy was funded by a g ran t f rom the Deu t s che
Forschungsgemeinschaft (Ho 1639/5-1), the BMBF (IFB/LMU-
01E0901), and The Graduate School of Systemic Neurosciences (GSN-
LMU) - LMU Munich.
Compliance with Ethical Standards
Conflict of Interest The authors declare that they have no conflict of
interest.
Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing, adap-
tation, distribution and reproduction in any medium or format, as long as
you give appropriate credit to the original author(s) and the source, pro-
vide a link to the Creative Commons licence, and indicate if changes were
made. The images or other third party material in this article are included
in the article's Creative Commons licence, unless indicated otherwise in a
credit line to the material. If material is not included in the article's
Creative Commons licence and your intended use is not permitted by
statutory regulation or exceeds the permitted use, you will need to obtain
permission directly from the copyright holder. To view a copy of this
licence, visit http://creativecommons.org/licenses/by/4.0/.
References
1. ChubbMC, Fuchs AF. Contribution of y group of vestibular nuclei
and dentate nucleus of cerebellum to generation of vertical smooth
eye movements. J Neurophysiol. 1982;48:75–99.
2. Blazquez PM, Davis-Lopez de Carrizosa M, Heiney SA, Highstein
SM. Neuronal substrates of motor learning in the velocity storage
generated during optokinetic stimulation in the squirrel monkey. J
Neurophysiol. 2007;97:1114–26. https://doi.org/10.1152/jn.00983.
2006.
3. Leigh RJ, Zee DS. The neurology of eye movements. Oxford.
Oxford University Press; 2015.
4. Partsalis AM, Zhang Y, Highstein SM. Dorsal Y group in the squir-
rel monkey. I. Neuronal responses during rapid and long-termmod-
ifications of the vertical VOR. J Neurophysiol. 1995;73:615–31.
5. Marti S, Straumann D, Büttner U. Glasauer S. A model-based the-
ory on the origin of downbeat nystagmus. Exp Brain Res. 2008;
188:613–31.
6. Goldberg JM, Wilson VJ, Cullen KE, Angelaki DE, Broussard
DM, Büttner-Ennever JA, et al. The vestibular system. A sixth
sense. Oxford: Oxford University Press; 2012.
7. Gacek RR. Location of brain stem neurons projecting to the oculo-
motor nucleus in the cat. Exp Neurol. 1977;57:725–49.
8. Highstein SM, Holstein GR. The anatomy of the vestibular nuclei.
Prog Brain Res. 2006;151:157–203.
9. Büttner-Ennever JA, Horn AKE. Olszewski and Baxter’s
cytoarchitecture of the human brainstem. Basel, Freiburg: Karger;
2014.
10. Gacek RR. The course and central termination of first order neurons
supplying vestibular end organs in the cat. Acta Otolaryngol.
1969;254:1–66.
11. Kevetter GA, Perachio AA. Distribution of vestibular afferents that
innervate the sacculus and posterior canal in gerbil. J Comp Neurol.
1986;254:410–24.
12. Carleton SC, Carpenter MB. Distribution of primary vesibular fi-
bers in the brainstem and cerebellum of the monkey. Brain Res.
1984;294:281–98.
13. Gacek RR. Location of commissural neurons in the vestibular nu-
clei of the cat. Exp Neurol. 1978;59:479–91.
14. Carpenter MB, Cowie RJ. Connections and oculomotor projections
of the superior vestibular nucleus and cell group 'y'. Brain Res.
1985;336:265–87.
15. Pompeiano O, Mergner T, Corvaja N. Commissural ,
perihypoglossal and reticular afferent projections to the vestibular
nuclei in the cat: an experimental anatomical study with horserad-
ish peroxidase. Arch Ital Biol. 1978;116:130–72.
16. Horn AKE. Neuroanatomy of central vestibular connections. In:
The Senses. Amsterdam: Elsevier; 2020. https://doi.org/10.1016/
B978-0-12-805408-6.23911-0.
17. Nagao S, Kitamura T, Nakamura N, Hiramatsu T, Yamada J.
Differences of the primate flocculus and ventral paraflocculus in
the mossy and climbing fiber input organization. J Comp Neurol.
1997;382:480–98.
18. Langer TP, Fuchs AF, Scudder CA, Chubb MC. Afferents to the
flocculus of the cerebellum in the rhesus macaque as revealed by
retrograde transport of horseradish peroxidase. J Comp Neurol.
1985;235:1–25.
19. Blazquez P, Partsalis A, Gerrits NM, Highstein SM. Input of ante-
rior and posterior semicircular canal interneurons encoding head-
velocity to the dorsal Y group of the vestibular nuclei. J
Neurophysiol. 2000;83:2891–904.
20. Blanks RHI, Precht W, Torigoe Y. Afferent projections to the cer-
ebellar flocculus in the pigmented rat demonstrated by retrograde
transport of horseradish peroxidase. Exp Brain Res. 1983;52:293–
306.
21. Partsalis AM, Zhang Y, Highstein SM. Dorsal Y group in the squir-
rel monkey. II. Contribution of the cerebellar flocculus to neuronal
responses in normal and adapted animals. J Neurophysiol. 1995;73:
632–50.
22. Langer TP, Fuchs AF, Chubb MC, Scudder CA, Lisberger SG.
Floccular efferents in the rhesus macaque as revealed by
Cerebellum
autoradiography and horseradish peroxidase. J Comp Neurol.
1985;235:26–37.
23. Graybiel AM, Hartwieg EA. Some afferent connections of the oc-
ulomotor complex in the cat: an experimental study with tracer
techniques. Brain Res. 1974;81:543–51.
24. Steiger HJ, Büttner-Ennever JA. Oculomotor nucleus afferents in
the monkey demonstrated with horseradish peroxidase. Brain Res.
1979;160:1–15.
25. Sato Y, Kawasaki T. Organization of maculo-ocular pathways via
y-group nucleus and its relevance to cerebellar flocculus in cats.
Physiologist. 1987;30:S77–80.
26. Zeeh C, Hess BJ, Horn AKE. Calretinin inputs are confined to
motoneurons for upward eye movements in monkey. J Comp
Neurol. 2013;521:3154–66.
27. Ahlfeld J, Mustari M, Horn AKE. Sources of calretinin inputs to
motoneurons of extraocular muscles involved in upgaze. Ann N Y
Acad Sci. 2011;1233:91–9.
28. Lienbacher K, Mustari M, Ying HS, Büttner-Ennever JA, Horn
AKE. Do palisade endings in extraocular muscles arise from neu-
rons in the motor nuclei? Invest Ophthalmol Vis Sci. 2011;52:
2510–19.
29. McMillan A, Mustari M, Horn A. Identification of secondary
vestibulo-ocular neurons in human based on their histochemical
characteristics found in monkey. J Neurol. 2017;264:1–3. https://
doi.org/10.1007/s00415-017-8397-z.
30. Horn AKE, Horng A, Buresch N, Messoudi A, Härtig W.
Identification of functional cell groups in the abducens nucleus of
monkey and human by perineuronal nets and choline acetyltrans-
ferase immunolabeling. Front Neuroanat. 2018;12:45. https://doi.
org/10.3389/fnana.2018.00045.
31. Oertel WH, Schmechel DE, Mugnaini E, Tappaz ML, Kopin IJ.
Immunocytochemical localization of glutamate decarboxylase in
rat cerebellum with a new antiserum. Neuroscience. 1981;6:2715–
35. https://doi.org/10.1016/0306-4522(81)90115-9.
32. Holstein GR, Martinelli GP, Degen JW, Cohen B. GABAergic
neurons in the primate vestibular nuclei. Ann N Y Acad Sci.
1996;781:443–57.
33. Horn AKE, Helmchen C, Wahle P. GABAergic neurons in the
rostral mesencephalon of the macaque monkey that control vertical
eye movements. Ann N Y Acad Sci. 2003;1004:19–28.
34. Zeeh C, Mustari MJ, Hess BJM, Horn AKE. Transmitter inputs to
different motoneuron subgroups in the oculomotor and trochlear
nucleus in monkey. Front Neuroanat. 2015;9:95. https://doi.org/
10.3389/fnana.2015.00095.
35. Holstein GR. The vestibular system. In:Mai JK, Paxinos G, editors.
The human nervous system. Amsterdam: Elsevier; 2012. p. 1239–
69.
36. Langer TP. Basal interstitial nucleus of the cerebellum: cerebellar
nucleus related to the flocculus. J Comp Neurol. 1985;235:38–47.
37. Büttner-Ennever JA, Grob P, Akert K, Bizzini B. Transsynaptic
retrograde labeling in the oculomotor system of the monkey with
[125I] tetanus toxin BIIb fragment. Neurosci Lett. 1981;26:233–8.
38. Mayadali ÜS, Lienbacher K, Mustari M, Strupp M, Horn A.
Potassium channels in omnipause neurons. Prog Brain Res.
2019;249:117–23.
39. Wang H, Kunkel DD, Martin TM, Schwartzkroin PA, Tempel BL.
Heteromultimeric K+ channels in terminal and juxtaparanodal re-
gions of neurons. Nature. 1993;365:75–9. https://doi.org/10.1038/
365075a0.
40. Weiser M, Bueno E, Sekirnjak C,MartoneM, Baker H, Hillman D,
et al. The potassium channel subunit KV3.1b is localized to somatic
and axonal membranes of specific populations of CNS neurons. J
Neurosci. 1995;15:4298–314. https://doi.org/10.1523/jneurosci.15-
06-04298.1995.
41. Stanton GB. Afferents to oculomotor nuclei from area "Y" in
Macaca mulatta: an anterograde degeneration study. J Comp
Neurol. 1980;192:377–85.
42. Wasicky R, Horn AKE, Büttner-Ennever JA. Twitch and non-
twitch motoneuron subgroups of the medial rectus muscle in the
oculomotor nucleus of monkeys receive different afferent projec-
tions. J Comp Neurol. 2004;479:117–29.
43. Highstein SM. Organization of the inhibitory and excitatory
vestibulo-ocular reflex pathways to the third and fourth nuclei in
rabbit. Brain Res. 1971;32:218–24.
44. Mugnani E, Oertel WH. An atlas of the distribution of GABAergic
neurons and terminals in the rat CNS as revealed by GAD immu-
nocytochemistry. In: Handbook of Chemical Neuroanatomy, vol. 4;
1985. p. 436–608.
45 . Ca rpen t e r MB, Huang Y, Pe r e i a AB , He r sh LB .
Immunocytochemical features of the vestibular nuclei in the mon-
key and the cat. J Hirnforsch. 1990;31:585–99.
46. De Zeeuw CI, Gerrits NM, Voogd J, Leonard CS, Simpson JI. The
rostral dorsal cap and ventrolateral outgrowth of the rabbit inferior
olive receive a GABAergic input from dorsal group Y and the
ventral dentate nucleus. J Comp Neurol. 1994;341:420–32.
47. Wentzel PR, Wylie DRW, Ruigrok TJH, de Zeeuw CI. Olivary
projecting neurons in the nucleus prepositus hypoglossi, group y
and ventral dentate nucleus do not project to the oculomotor com-
plex in the rabbit and the rat. Neurosci Lett. 1995;190:45–8.
48. Jaarsma D, Blot FGC, Wu B, Venkatesan S, Voogd J, Meijer D,
et al. The basal interstitial nucleus (BIN) of the cerebellum provides
diffuse ascending inhibitory input to the floccular granule cell layer.
J Comp Neurol. 2018;526:2231–56. https://doi.org/10.1002/cne.
24479.
49. Sato Y, Kawasaki T. Target neurons of floccular caudal zone inhi-
bition in Y-group nucleus of vestibular nuclear complex. J
Neurophysiol. 1987;57:460–80.
50. Fortin M, Marchand R, Parent A. Calcium-binding proteins in pri-
mate cerebellum. Neurosci Res. 1998;30:155–68.
51. Sternberger LA, Sternberger NH. Monoclonal antibodies distin-
guish phorphorylated and non-phosphorylated forms of
neurofilaments in situ. Proc Natl Acad Sci. 1983;80:6126–30.
52. Horn AKE, Adamcyzk C. Reticular formation - eye movements.
Gaze and blinks. In: Mai JK, Paxinos G, editors. The human ner-
vous system. Amsterdam: Elsevier; 2011.
53. Campbell MJ,Morrison JH. Monoclonal antibody to neurofilament
protein (SMI-32) labels a subpopulation of pyramidal neurons in
the human and monkey neocortex. J Comp Neurol. 1989;282:191–
205. https://doi.org/10.1002/cne.902820204.
54. Kirkcaldie MTK, Dickson TC, King CE, Grasby D, Riederer BM,
Vickers JC. Neurofilament triplet proteins are restricted to a subset
of neurons in the rat neocortex. J Chem Neuroanat. 2002;24:163–
71. https://doi.org/10.1016/S0891-0618(02)00043-1.
55. Horn AKE, Brückner G, Härtig W, Messoudi A. Saccadic
omnipause and burst neurons inmonkey and human are ensheathed
by perineuronal nets but differ in their expression of calcium-
binding proteins. J Comp Neurol. 2003;455:341–52.
56. Adamczyk C, StruppM, Jahn K, Horn AKE. Calretinin as a marker
for premotor neurons involved in upgaze in human brainstem. Front
Neuroanat. 2015;9. https://doi.org/10.3389/fnana.2015.00153.
57. Celio MR, Blümcke I. Perineuronal nets - a specialized form of
extracellular matrix in the adult nervous system. Brain Res Rev.
1994;19:1128–45.
58. Härtig W, Derouiche A, Welt K, Brauer K, Grosche J, Mäder M,
et al. Cortical neurons immunoreactive for the potassium channel
Kv3.1b subunit are predominantly surrounded by perineuronal nets
presumed as a buffering system for cations. Brain Res. 1999;842:
15–29.
59. Blazquez PM, Hirata Y, Highstein SM. Chronic changes in inputs




60. Dulac S, Raymond JL, Sejnowski TJ, Lisberger SG. Learning and
memory in the vestibulo-ocular reflex. Annu Rev Neurosci.
1995;441:18409–41.
61. Sekirnjak C, Vissel B, Bollinger J, Faulstich M, du Lac S. Purkinje
cell synapses target physiologically unique brainstem neurons. J
Neurosci. 2003;23:6392–8. https://doi.org/10.1523/JNEUROSCI.
23-15-06392.2003.
62. Pizzorusso T, Medini P, Berardi N, Chierzi S, Fawcett JW, Maffei
L. Reactivation of ocular dominance plasticity in the adult visual
cortex. Science. 2002;298:1248–51. https://doi.org/10.1126/
science.1072699.
63. Sorg BA, Berretta S, Blacktop JM, Fawcett JW, KitagawaH, Kwok
JCF, et al. Casting a wide net: role of perineuronal nets in neural
plasticity. J Neurosci. 2016;36:11459–68. https://doi.org/10.1523/
jneurosci.2351-16.2016.
64. van’t Spijker HM, Kwok JCF. A sweet talk: the molecular systems
of perineuronal nets in controlling neuronal communication. Front
Integr Neurosci. 2017;11:33. https://doi.org/10.3389/fnint.2017.
00033.
65. Faralli A, Dagna F, Albera A, Bekku Y, Oohashi T, Albera R, et al.
Modifications of perineuronal nets and remodelling of excitatory
and inhibitory afferents during vestibular compensation in the adult
mouse. Brain Struct Funct. 2016;221:3193–209. https://doi.org/10.
1007/s00429-015-1095-7.
66. deWinter F, Kwok JCF, Fawcett JW, Vo TT, Carulli D, Verhaagen
J. The chemorepulsive protein Semaphorin 3A and perineuronal
net-mediated plasticity. Neural Plast. 2016;2016:3679545. https://
doi.org/10.1155/2016/3679545.
67. Favuzzi E, Marques-Smith A, Deogracias R, Winterflood CM,
Sánchez-Aguilera A, Mantoan L, et al. Activity-dependent gating
of parvalbumin interneuron function by the perineuronal net pro-
tein. Brevican Neuron. 2017;95:639–55.e10. https://doi.org/10.
1016/j.neuron.2017.06.028.
68. Ovsepian SV, LeBerre M, Steuber V, O'Leary VB, Leibold C,
Oliver DJ. Distinctive role of KV1.1 subunit in the biology and
functions of low threshold K+ channels with implications for neu-
rological disease. Pharmacol Therapeut. 2016;159:93–101. https://
doi.org/10.1016/j.pharmthera.2016.01.005.
69. Johnston J, Forsythe ID. Kopp-Scheinpflug C. Going native:
voltage-gated potassium channels controlling neuronal excitability.
J Physiol. 2010;588:3187–200.
70. Kodama T, Gittis AH, Shin M, Kelleher K, Kolkman KE,
McElvain L, et al. Graded coexpression of ion channel, neurofila-
ment, and synaptic genes in fast-spiking vestibular nucleus neu-
rons. J Neurosci. 2020;40:496–508. https://doi.org/10.1523/
jneurosci.1500-19.2019.
71. Blázquez PM, Pastor AM. Cerebellar control of eye movements. In:
Manto M, Schmahmann JD, Rossi F, Gruol DL, Koibuchi N, edi-
tors. Handbook of the cerebellum and cerebellar disorders.
Dordrecht: Springer Netherlands; 2013. p. 1155–73.
72. Rambold H, Churchland A, Selig Y, Jasmin L, Lisberger SG.
Partial ablations of the flocculus and ventral paraflocculus in mon-
keys cause linked deficits in smooth pursuit eye movements and
adaptive modification of the VOR. J Neurophysiol. 2002;87:912–
24. https://doi.org/10.1152/jn.00768.2000.
73. Bronstein AM, Miller DH, Rudge P, Kendall BE. Down beating
nystagmus: magnetic resonance imaging and neuro-otological find-
ings. J Neurol Sci. 1987;81:173–84.
74. Che Ngwa E, Zeeh C, Messoudi A, Büttner-Ennever JA, Horn AK.
Delineation of motoneuron subgroups supplying individual eye
muscles in the human oculomotor nucleus. Front Neuroanat.
2014;8:2. https://doi.org/10.3389/fnana.2014.00002.
Publisher’s Note Springer Nature remains neutral with regard to jurisdic-
tional claims in published maps and institutional affiliations.
Cerebellum
